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software. The control KIR2DS4-Ig and the CEACAM1-Ig fusion proteins were produced and purified as previously described (Katz et al., 2004; Markel et al., 2002) and were applied to the decidua culture at 5 µg/ml. Immunofluorescence staining was performed according to standard procedure. Briefly, frozen tissues were cryosectioned onto slides, fixed in 4% PFA and perforated with 0.1% -Triton in PBS solution. Sections were then blocked with CAS-Block (Invitrogen) and then stained with primary and secondary antibody in CAS-block solution for desired antigen or with DAPI for nuclear staining.
Tissues were then visualized with the FV1000 confocal microscope (Olympus).
Viruses, infections, titrations, and transfections
HCMV virus strains used were the TB40/E, TB40/F, TB40/E-GFP, AD169, and AD169 Δpp65 (all from ATCC), were all propagated in HFF cells as previously described (Wolf et al., 2001 ). Other viruses used included MCMV (C3X strain; ATCC) and the influenza virus that was used was the influenza A/Puerto Rico/8/34/H1N1 (PR8) strain which was grown in eggs as previously described (Achdout et al., 2003) . retrovirus vectors, 293T cells were co-transfected with the lentiviral vector, a plasmid encoding the lentiviral Gag/Pol, and a plasmid encoding the VSV-G at a 10:6.5:3.5 ratio respectively. Supernatants with the viral particles were collected after 48 hours. Cells were selected for shRNA vector expression with puromycin at 5µg/ml for HFF and A549 cells as determined by puromycin sensitivity death curves, for a period of 6 days. Viral DNA and polyI:C transfection were performed on cells that were plated in 24 well plates at 50k cells/well, which were subsequently transfected with 1µg/ml of DNA with 2µl/µg of LT-1 (MirusBio) transfection reagent per DNA or polyI:C, according to manufacturer's recommendations. Viral DNA was isolated from cell free purified viral stocks with whole blood DNA purification kit (Qiaqen).
Realtime-PCR, Cloning, and shRNAs
For mRNA quantification, total RNA was isolated from cells using the Total RNA isolation kit (Zymoresearch). RNA was reverse transcribed with Moloney murine leukemia virus reverse transcriptase (Invitrogen) and with polyT primer (Sigma).
Quantitative amplification was conducted on an ABI PRISM 7900 real-time PCR system (Applied Biosystems) with gene specific primers and Platinum SYBR Green qPCR 
Luciferase assay
The cells were grown to 50%-60% confluence in 24-well plates. Cells were then transfected using LT-1 (MirusBio), with 60 ng of the respective firefly luciferase reporter vector pGL4.14 and 5 ng of control vector, encoding Renilla luciferase, pRL-CMV (Promega), in a final volume of 0.5 ml. Firefly and Renilla luciferase activities were then measured consecutively using the Dual-luciferase assays (Promega), 48 hr after transfection.
ChIP and Co-IP
20 million HFF and 25 million A549 cells underwent 12.5 min fixation with 1.4%
formaldehyde solution, quenching with 125mM glycine, lysis (10mM Tris pH 7.4, 0.5M EDTA, 1% triton, 0.5% SDS, 0.1% NaDOC, 0.5M NaCl based solution) sonication with the M220 ultrasonicator (Covaris). Some lysate was set aside for input and chromatin was then precipitated from lysates with anti-human IRF3 antibody (Santa Cruz) conjugated protein G dynabeads (Invitrogen) for ON at 4°C. Beads were then extensively washed with lysis buffer at increasing concentrations of NaCl (up to 0.5M) and TE solution.
DNA was then eluted and de-crosslinked with elution buffer (10mM Tris pH 8, NaCl 0.3M, 5mM EDTA, 0.5% SDS) at 65°C for 15h and was then purified with the Qiaquick kit (Qiagen). Co-IP was performed by digitonin based lysis and pull-down with anti-CEACAM1 5F4 antibody (provided by R.S.B) or IgG1 control conjugated to protein G sepharose beads (Santa Cruz) according to manufacturers instructions followed by probing with anti-SHP2 antibody (Santa Cruz).
Protein Translation assay
Cells grown in 24-well replicates were counted, washed in PBS and resuspended in methinonine-free DMEM based (Sigma) medium. 
